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(54) 'ThUyi'X;«3'D:/n7^7— ae4E«B 



(57) [mm 



(2) ^2 000-8 0035 (P2 0 0 0-8(zA) 



[ii^JS 1 ] 7 7^/^' i-t^-ti , ^ h U -y ^ A 

— (Citrus depressa) . :^^f•>''^■^ (C.tachibana) , rJ 
^i^ ( C. leiocarpa) . ^VS.:^y (C.tardiva) . 
ijy (C.succosa) , i^:^^:^y^ (C.kinokun 
i) , aK—S.^y (C.erythrosa) . (C.sunk 
i) , ^^:J.^i!i^'7yi''\)y (C.deliciosa) , ^yi^ 

(C.nobilis) , ^y^y (C.retuculata) , yy>— 
fyi/3.^)y (C.tangerina) , iXISt^Jlt" ■l>''^■tJ- 

(C.hanayu) , n*??^ ^•f-^'^i' (C.nippokoreana) 



R, 




OR. 0 



( 5^+ . Ri t f^ti^ii: 1 ~ 6 <7)imTJU 

(II) X'm^tiiit-^x'hhm^emi<^Mm. 

C€2] 



Rl4 




OR.. O 



R,3i3J:l/R,4i4#«3ii{;7K*®^t/::{i^ h^i^« 
Sr^t. ) 



cis^s ] -mi ( I ) x-m^Mb^ifi. s- 

"fyi-ii^yh'ui-y, ^yYv^y^ yfi^^y, s-r 
jS7iam<7)igsij. 

osfi?$ii5B*« 1 tm<7)-m. 

irn^ 10] ^'ornrr-Hf 5^ 

[fS^ll] vhi;>y^'X;<^n7-of T— bira 

wm. mmm. ^fwm. imm, 

[ 1 2 ] mm. 1 ~ 1 1 ov ^■mA^icieiuoiii 

[000 1] 
[0002] 

xfm0f<r>mmtxhh. i(Dim(r)tmf.z\mwm 
mmi<mm\-'7 v u -y :J'x*5«stj> o . -eom^ 
W^^ay-yytruT^^^}^yki:^^t-th. « 
-tn^-^^-'yjifetfciiSiO^fiKsn, dtifcaoxT 

0 *>xis«39-yy<ojiia:ijto}g)S^sfl:t=«g 

^. S^::, «C'||'-e«43 7-yyO80%ULhS:Aa6|.Iia 

oliZh TIVU 7°DT:t:?'' U * ^^^ffffi L^C-fV h 
l;•y^XSrJ^^LTV^|,. 

[0003]C:iX(c>OVhU>y^ Xfig^J-OfiglgSrff 3 01 
'?-7^(RA)^»i:fttC^ffimtOiiJDf 1.38^ 



(3) ^2 000-80035 { P 2 0 0 0 -8DJ||i? 



hztizxo. M^ki^maxt/fm-rhztii^xt 
ht^thM. ztitx-ff)tz^. mm^trmmi- 

hmWtlXlitf^^:^:S^Yyti<^^ilX^^li)<. Zcr> 

[0004] MMPij-e-<7)aiiSfc iy^aa^Mtttfoav^*^ 

1) r^9y-^— fe1»(MMP-l.-8fc<J:tX-13). 2)-«f 

fe'Sf (MMP-2fc J:I/-9) , 3) XhoAy-< i^y 
mm-3i3i:l/-10). 4 ) K^MMMP(MMP-14,-15,-16 
aXXZ-n) > 5) -e<0ffi(MMP-7.-ll,i3j;l^-12)O5-P 

mmm&. A'ymmmM ■ mwi. RA^oA:&tnci3v>T 

^i:*-^>K 2fcJ:V^3S<7)Sf9^*^0AW{cfcV^-C't«t 

mm^x\mB<r>immiiiitih'tt-&tix\^h. 

[0005] 

[j6W)sgi5Lj: 3 t-rsms] ^wm. U •y^' 

[0006] 

^ Yi}mm!m&^zm-thm.m^ v:f}^yxh 

h^y^-u-i^yKT)-?}-^) v9:^;<'^uruT7~ 
^<r)^mmirt ^ i: Sr^v^ai L . *^BHS:^Bfe$ 

. V h -y ^oroxT— fe't^>:{i:-e-<OKr 
WMi. -7 h U -y ^oroxT-HfMj^l^Of' 

[0007] 



(4ffi!Olit|{c{4^(:V>;K';;< Y^i^yyt^^^ K(PMFs)Sr 

•y^ ^V-y^— (Citrus depressa) , ■^^^'^i' (C.tac 
hibana) . a'^S'' (C. leiocarpa) , (C.tar 
diva) , vS^y (C.succosa) , v;^?^;^^, ^v-a 
(C.kinokuni ) , a'<.r.$;!j>- (C.erythrosa) , X 
y=Jf (C.sunki) , ^^:x.^A^'7yy^)y (C.delicio 
sa) . ^yy (C.nobilis) , (C.retuculat 
a) . yy>'-9y'J3^*}y (C.tangerina) , iXEtC 
(C.hanayu) . n^y^ ^^-Ji-f- (C.nipp 
okoreana) 3&^^>^|.S^J: OStS^-f&Clti&^f^l.. 7 7 

»t L<tt, Tg<o-«iic ( I ) -cmtLiit-^mvh 

(00081 



R. 




OR. O 



[0 0 09] (^ttJ. Ri{4**JIi^*?t{i^Scl- 

R5{i^ici~60ffi^r;p^;i/«$:^t. ) 

I) ■C'^SilS-fk'&illJTifel.. 
[0010] 
[fli4] 



Rm 




OR,. O 



[0011] (^*, Ril±7j<#Si^t Adi^^/PS^ 
^L. R2. R3t3J:l>'R4fi^^i*it-**il^^?'-«i 

±ieiO-«i^ (II) ■C«$ilS'fk^<^-fiajS:WT<^^ 

1 {c^-r. 
[00 12] 



(4) ^2 000-80035 (P2 0 0 0-8@A) 



[0 013] C:fL<i><?)^h^v'77;Ky-f HJiMfttt 

<:5J-^PUTV^S-fl:-o^'C"^'9. Two new polimethoxylat 
ed flavones, a class of compounds with potential a 
nti cancer activity, isolated from cold pressed dan 
cy tangerin peel oil solids (Jie Chei et al. J. A 
gric Food Chem. 1997, 45, 364-368) iCieK^ixTV^ 

[00 14] ■VM;>y^;^^:5'Dro7^r-^f*7t{i^ 
(nmm^hLX^i. ^9y-^— b'SfiO^«(MMP-l. -8*3 
J:t/f-13). -fe'^^:^— fe'P<7)i5^(MMP-2fcJ:T/-9) . X 

h >; -y ^>t.^:5'orDxr-HfPtfOP»(MMP-14, -15, 
-lefciff-l?) , V Ml ^'f i^y (MMP-7) , ;^ ^^0X7 
^^^J'-- «:(MMP-12), iiiX/^1xt><^-mm:iim^ft> 

[0015] ^mmwR^mm^t Lxm-t^mz 

t^mm-mi.zv^^x'% hmft.fz\imm\t bhi<zm\ 

^tciifrSSiJ^tt. 0. 1~1 0M*%T'ife5fcJ:<. 
ff*t<J40. 5~1. 0M*%-eS)§, EJi^JiO^iJ 

L-cti, mm<7)i&. tmm^. mmm. &t 

[0016] :^m<r>smm. ^^^x-h^yyt: 
V(r)mzm-tx. m^. ioo~iooonig<7)tS41 

x\ -ai-mm.&^t^zti}K't itK zm 
^iiii:if^mmi. m^. mi ^^-mmmzm 

txm'S^^tiol. tfz. :!^^BM<r)mii-kShizm 
«S:laJ'Xh^t^^ttl3<tt>'-?■<7)J^I^?I2^VH^, 



Ri Ri Rz Rt 

H OCHs XHj OCH3 

CHs OCHs XHa H 

CHs OCHs OCH3 OCHs 

CHs OCHs H OCHs 

CHs H OCHs H 

Ols H OCHs OCHs 



[0017] 

immm] :^mmT<Dmmm^zx 'oMi^mzmmt 
htK ^wn<r)^\i;ifih<rmmm\,zm^^ixhzb 

csii^ji ] ttfffis^o-a-e^swi^vi^^- (citr 

us depressa) c0S^O7 7'<.F<7>^^$riiJ*L. Clil 

bLX/-9J-)V-\m^)ym. (4:6-*6:4) $rfflV\ SI 
9mmmS^ (340nm) Tt-^-t^r*«^>^JRi&ff 

[00 18] ^-y^wf-y: 

in) 

mp. 150-151" 

El-MS m/z 372(M)* (CjoHjoO,) 
IR ^/.„(KBr)cm-l :2945,2835, 1645, 1605. 1580. 1510, 14 
80, 1460. 1420, 1400. 1365, 1305, 1260, 1215, 1175, 1130, 11 
05, 1065, 1025, 1015. 1000.965, 945,935,890, 825,795. 
UV A.ai(Et0H)nB:322.272. 

1 H-NHR (CDCI3 ) I? 7. 87 (2H, d , J=8. 9Hz) , 7. 02 (2H . d . J=8. 9 
Hz) , 6. 59(1H, s) , 4. 09(3H,s) , 4.02(3H, s) , 3. 94(3HX2. 
s),3.88(3H,s). 

13 C-NMR (CDCl 3)5- 177. 3 (C=0) , 162. 3(C) , 161 . 2 (C) . 151 . 
3(C) , 148. 4(C) , 147. 7 (C) . 144. 1(C) . 138. 1 (C) , 127. 7(CH 
X2) , 123.8(C) , 114.9(C) . 114. 5(CHX2) ,106.7(CH) ,62.2 
(OMe) ,62.0(0Me) ,61.8(0Me) ,61.6(0Me) ,55.5(0Me) . 
[00 19] yhVf-y : 

^a) 

iiip.l37-138» 

EI-MS m/z 402(M]* (CziHjzOs) 

IR i/.„(KBr)cm-i :2950,2840. 1640. 1585, 1565, 1510, 14 

80, 1460, 1415. 1410, 1365, 1335, 1300, 1275, 1255, 1220, 12 

05,1170.1145.1100.1075,1035,1030,1015,965,950,905, 

860,835,810.800. 

UV A„ax(Et0H)ni:331.271,250. 



(5) M2 000-80035 (P2 0 0 0-8$A) 



iH-NMR(CDCl3) $ 7.55(lH,dd,J=8.5.2.1H2),7.39(lH.d. 
J=2.1Hz).6.97(lH,d.J=8.5Hz),6.59(lH,s),4.08(3H,s). 
4.01(3H.s),3.%(3H,s),3.94(3H.s),3.93(3Hx2.s). 
i3C-NMR(CDCl3)5 177. 2(C=0), 160.9(C), 151. 9(C), 151. 
3(C) , 149.2(C) , 148. 3(C) , 147. 6(C) , 144.0(C) , 137. 9(C) , 
123.9 (C) , 119. 5(CH) . 114. 8(C) , 111 . 2(CH) . 108. 5 (CH) , 10 
6.8(CH) , 62. 2(0Me) , 61 . 9(0Me) ,61. 7(0Me) , 61 . 6(0Me) , 5 
6.0(0Me),55.9(0Me). 
[0020] 5 -T^t^fi^y hVf-y : 

EI-MS m/z 388(M)* (CjoHaoOs) 

IR 1^ ,„ (KBr)cm- > : 3420. 2945, 2830, 1640, 1610. 1585, 15 

10, 1480, 1460. 1435, 1430. 1415, 1365. 1340. 1265, 1225. 11 

90, 1170, 1145, 1115, 1065. 1035. 1030, 1015, 960,850. 835. 

795. 

iH-NMR(CDCl3)5 12.53(s,0H),7.58(lH.dd,J=8.6.2.0H 
z) , 7. 42(1H , d. J=2. OHz) . 6. 99 (IH. d , J=8 . 6Hz) . 6. 60 (IH. 
s).4.11(3H,s), 3.98 (3HX2,s),3.96(3H,s), 3.95 (3H,s). 
i3C-NMR(CDCl3)(J 182.9(C=0), 163.9(C). 153.0(C). 152. 
5(C) , 149. 5(C) , 149. 4(C) , 145. 7 (C) . 136. 6(C) . 132. 9(C) . 
123. 7 (C) , 120. 1 (CH) , 111. 3(C) , 108. 8 (CH) , 107. 0 (C) . 10 
4.0(CH) , 62. 0(OMe) . 61. 7(0Me) .61. l(OMe) , 56. l(OMe) , 5 
6.0(0Me). 

[00 2 1] i^^^y-fef-y : 

EI-MS a/z 372(M)» (CjoHjoOr) 

IR (KBr)cri :2990, 2935, 2820. 1635. 1595. 1505. 14 

85. 1460, 1445. 1425. 1415. 1345. 1320. 1285. 1265, 1255, 12 

45. 1215. 1205. 1200. 1165. 1145. 1115. 1095. 1060. 1020. 98 

5,955,865,835.815.785.760. 

iH-NMR(CDCl3)5 7.50(lH,dd,J=8.5,2.1Hz),7.32(lH,d. 
J=2.1Hz),6.96(lH.d,J=8.5Hz),6.79(lH,s),6.58(lH,s), 
3.99(3H,s),3.98(3H,s),3.97(3H.s).3.95(3H.s).3.91(3 
H.s). 

1 3C-NMR(CDCl3 ) d 177. 1(C=0) , 161 . 1 (C) , 157. 6(C) . 154. 
5(0,152.6(0.151.8(0.149.3(0.140.3(0.124.1(0. 
119.6(CH).112.9(O.111.2(CH).108.7(CH),107.4(CH),9 
6. 2(CH) , 62. 2(0Me) , 61. 5(0Me) , 56. 3(0Me) . 56. KOMe) . 5 
6.0(0Me). 

[0 0 2 2] e-T^h^i^^yi^i^i-y. 

EI-hB m/z 342(M)+ (CigHisOe) 

IR t/,„ (KBr) cm- 1 : 3000. 2945, 2845, 1635.1600.1570.15 

05. 1460. 1420, 1405, D75, 1340, 1305. 1295. 1255. 1245. 12 

10, 1185, 1175. 1135, 1110, 1045, 1030, 875.960, 930, 880,8 

40,810,800. 

iH-NMR(CIX:i3)^ 7.87(2H,d.J=9.0Hz).7.01(2H,d,J=9.0 
Hz),6.58(lH.s),6.43(lH,s),3.99(3H,s).3.97(3H,s),3. 

94(3H,s),3.87(3H,s). 

i3C-NMR(CDCl3) d 177.8(C=0) , 162. 1 (C) , 160. 6(0 , 156. 



4(0 , 156. 3 (C) , 151. 9 (0 . 130. 8(0 . 127. 6 (CH X2) . 123. 9 

(0 . 114 . 4 (CH X 2) . 109 . 1 (0 . 106 . 9 (CH) . 92. 6 (CH) . 61 . 5 
(OMe) , 56. 6 (OMe) . 56. 3 (OMe) , 55 . 4 (OMe) . 
[002 3] 6— r^h^i^yhV^y : 

EI-MS m/z 372(M)^ (C20H20O7) 

IR t/,„(KBr)cm-i :2930.2845.1635, 1595,1575,1505, 14 

55, 1435, 1420. 1400, 1375. 1340. 1320. 1295. 1275. 1255. 12 

30,1210,1205,1170,1135.1120.1105.1040.1035.1015.% 

5,945,855,835,800.795. 

iH-NMR(CDCl3)^ 7.58(lH,dd,J=8.5.2.1Hz).7.42(lH,d, 
J=2.1Hz),6.98(lH.d.J=8.5Hz).6.61(lH.s).6.44(lH.s). 
4.00(3H.s).3.98(3H,s).3.97(3H.s),3.95(3Hx2.s). 
i3C-NMR(CDCl3) a 177.8(C=0), 160.5(0,156.5(0. 156. 
3(0 , 151.9 (0 . 151 .8 (0 . 149. 3(0 . 130.8 (0 . 124. 1 (0 . 
119. 5(CH) , 111. 2(CH) . 109. 1 (0 , 108.6(CH) . 107.2(CH) .9 
2.6(CH) .61.5(0Me) .56.6(0Me) ,56.3(0Me) ,56.0(0te) .5 
5.9(0Me). 

[0024] r^gii 1 T mmmnkx/mscm 

1 . mm^^mx/mm 

s^'f -^';i'^ffi(DMEM)*} it^fjT >j dmr^^-^-ii. 

Life Technologies, Inc, Ca^* HXXJW^^iiO yWS^ 
«4S:te^*(PBS(-))«iB*I?S, !&ff'>i^iflI?ff(FBS) 
Ji^l.A.Bioproducts ^-i^'JyG {iTJWSM, iSK 

xhurh^^ i^yamsm. j^yrh— <f (ciostor 

idium histolycum ^jfe, type I) {iWorthington Bioche 
mical Co., hDTi^yJiDIFCO Uboratories Co., y 

^h7fi^ys.y^(f^(im , -hu':/tU'-Th^Yv 

"^A, 5-ya^:-4-^'na-3- y HU/l-^x^x- 

r;i/;{?';;f:X7T:J'— fe'fe^oM'Ji;- (t^yi/ Ig 
OIgG fcj:l^T^1f-><r?VyliSigiDa, cAMP en^e imn 
unoassay system li:AiBershaiii*»^#'«r|!AL'^$fflU/S. 
[002 5] fflMxt h>fy^-nW^y-l a(rhIL-l 

proMMP-Dfitft:, b'Vi^' (fii'^-tdf proMMP-3)tit«cfe 

xt/^vi^ifi (bh nm>-immi:t}y^^:k^&^u 

cOHideaki Nagas^SSf i OilttfrSft:'::, -?-<OfficO|^ 

[00261 2. ^^^^mmitmtijivmmmco 

1) 'y^mm§i'^mm(D^m/i^mi 

i^m^ms. («) S:SII^»ft<J; 0A#)O:^ffi 
•tJ;'9Green (^cDIj^ (Green, W. T. (1971) Clin. Or 
thop. Bel. Res. 75, 248-260) IfZlj^-oX-^mmi 
^. i^j:bib. mmitrf^H, Hank's Balanced S 
alt Solution(HBSS)j3j;y^0.«(w/v)EDTA/PBS(-)l3T)i 
'AmiftmWt. 0.1% (w/v)EDT A/PBS (-) +-C'37-C, 20 

^S'f y^j,^-i^3 yuz^ktm^Lfz, m<^x 



(6)^2000-80035 ( P 2 0 0 0-8IS8A) 



0.125Z(w/v) hUri^y/DMEM cfTSTC, 1 ^Sffli^^T" 

/v) r?^:)-'-^— fe'/DMEMM(v/v)FBS>fC3rC, 2 SfHiS 
**t=3:*«'ori-fliL. CcO,«^jS?g$:4-C, 700 xg-ClO 

[0027] «SrPBS(-)-CSfe?f SWC. 700 Xg 
•C'10^i-ra3S'C,^^'-^f^lO%(v/v) FBS/DMEMtc!g?i L'f'f O ^ 
^>yi/ia50^-xi^i)T'!.jiL, aim^riiSSLTSj; 
C02-95S; airSvBT. STCiZXm^Lt:, UStCtilUft 

■CJi, a*afeS'>1?-^<O)glMli5j:0itK$r}SaiL, 10 
0iiiiiimCg»$-li-l(«;(v/v)FBS/DMEM+T5Z 002-95% air 
^fflT, 37'CfcTtS«t/if*. ffl^ctOout growth L^c 

0 units/ml)tJj:t«[K^M'rhV>f i^>'(200/xg/ml) 

[ 0 0 2 8 ] 2) ^^^'^mmiiJ:x/mmam<^mm9& 
mm 

mSV. 10%(v/v)FBS/DMEM4' yy/Pxy h ^TtS* 
V F (DMSO)^?gi: LTDMS0<7)$^iaS*^0. 6-0. 25%(v/v) 

mi^z^-f^ t ■C'-20T:T-&# tTt , 
[0 0 2 9] 3. '>x;^^:/yo y 
tg«?g{=20%(w/v) hU aa^(Kmmi:mmm.3 
%(w/v) i: i d jDx4'C-ei2^JJU:«# UTtf^. 8.0 

imaEitax— f^l^Sr^*ULaeimiili<7)^rffi (Laeimli, 
U. K. (1970) Nature 227. 680-685) izn^XW^Lfz 

tTV\ y)Uim-mmmm{20M ths/iso mM ^u^-y 

/20% ( w/v) ^ y -;l//0. tX, (w/v) SDS (pH9. 2) ) tCS L/C 

fflv^2001IlAT-l^rate^L?t. K^ff^r: h n-b;Wn-xii 
$:h'7'f 5;l^i7^?g(l0%(w/v) 5;l/^/l 
0 mM Tris-HCl/0.9Z(w/v)NaCl/0.02:K(w/v)NaN3(pH7.5) 

;d<fcJ:tJn'BS^ffi?S(50iiiM Tris-HCl/200iiiM NaCl(pH7. 

5) ) izx^mm Li%(w/v) BSA/PBS(-) x-mi Ltz^^ 

^proMMP-lfciy;proMMP-3CSttl.l»*tfls^?SC4'CT 

ws-mwAzm^x-mm. Ltdm^mm.zxmm. 

hn7';P-Tb7yy'>A/0.4 mM 5-7'D^-4-^'on- 
3--^ y h'i;;l'*X7.x-h/10inM Tris-HCl/100 mM NaCl 



/SniM MgCl2(pH8.0)t?ft3iS^B#S%fe$-ti:/;m. 
:t>3!^*fCa?tLStop solution (20iiiM Tris-HCl/5 
mM EDTA(pH8.0)t-Cl6fe2:f?itLJt. 

[ 0 0 3 0 ] 4 . «F^cAMP4c7)ai^ 
'>-!f='fjtlS«l)!atCl|!|%j£-»U. 10^J-1^tC^^S:llIJR 

L/t, <j^V^-C*?^L.fv:PBS(-){cT«5-^?f S^>(c 
Lfc7%(w/v)TCA$r Jb;c , J Xvy 

T'«&iiJ8iLjg^^«0^(2OOw.^tt:3lHl) S-SfeU 

fz. '\mzi.h^^i-^-^\.z-thfz>sb\,zmmimi<^% 
mm^Tm. mmLtzm. 4'c, 1300 xsf,zx^m& 

'L^mt. •?-O±JtS:X-T/l--C211Igfe?tL/cti05-9- 
yr/l'tL/v:. ■9-y7';pit»<7)cAMP4(±cAMP enzyme imnu 
noassay system^fflW Tm<r>^^m.zm.r>xm^L 

fz. ^yrMmnzr-ti-M\M25Mm}ax.. camps: 
T-ti-MtUz. z<omm50Mnzmcm^-^^sssLmioo 
fiii:Mi. Ax:X'2^-(y^j-'<.->'3yLfz. <J:v^ 

T\ '^/I'Ji-^vr— fe'SiicAMP?t?g$rl0O 4 
"CT'l^'f y^a.<-i/3 yLtz. mmzm^L^j:i3> 

Amm^tt:, ^ c^izmnmmi^uimt. m^x-m 
fzwmmi-i^niiiLfz, 

[003 1] 5. 4f7f-y-»f^^^7 7-f-ffi 
lHliRUc««?S(15xti)(C3S^^f6 (5 AtD^manL-^- 
yr/WfeL/c. -e<^3^15julfc:o^^T-lf5-?-y(0.6mg/ 
ml ) ^ ^010% (w/v) T ^"J 5 K ViTSDS-PAG 
E^-ffoJt. -?-com. ^-'/U4'*^^SDS$K5</v:i62.5%(w/ 
v)Triton X-lOOSr-g-tf^ A'^.-i'a yJS«?S(50mM 
Tris-HCl(pH7.5)/5 mM CaClz/l mM ZnCl2/0.02%(w/v)Na 

h)xi^m.^i,zxmt Uz. ■o\yxmmmT&^x3Tc 
izximm^y^^^-i^ayttztk. 

(0.1Z(w/v) UTV h7';W50Z(v/v) ;>« 

^ y-)W20%(y/ymm 'PX'mM^J:^mk&tfz , ^ 
<m, IBife?S(30%(v/v) -)WmyM m^) ^X' 

^mhhm^:mwj:^^yvtLxmiiLi^> 

[0032] 6. y-1fy7'o-/hffi 
y hV^ytl J: l)ProMMP«±cOfP$J*5^tfE-f -SmRNAcO^ 

mitfz. 

1) IgRNAcOttffi 

«*^*)0|gRNACOftai{4Chomczynski it^SacchicOlfi- 
ffi (Chonczynski, P.and Sacchi, N.(1987) Anal. Bioc 
hem, 162, 156-159) ISOGENSrfllViTffo/i, 
[0033] W&60*fv:{4100mm dishtCT10%(v/v)FB 
S/DMEMfconfluent^Ttg«L. serum-freecO^TT 

^v^hi^-ifmim^^mLfz. tg^fssr^^i^m 

iRf^, lmlcOIS0GENS:JlD;c«S:}il»Ufc, Wmmm 

i 7 A'-.-r ij A V yx'msbxo.imxcncAdi iMx.m. t < 
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mtoi. mmzx5^mtkwuzm. i2.oooxg 

^|gRNAimf'75%(v/v)EtOHTlSj^^. RNase-free«l 

m^iimm i-smzxm' . 

[0034] 2 ) Norher blotting^ 
^RNA(10/zg) Srdenaturing solution (56%(v/v)foriiiaiaid 
e/22!!!(v/v)foriBldehyde/0.1iiiM ethidium bromide/MDPS 

buffer(20 mM MOPS/1 mM EDTA/1 mM AcONa)) SrSOXte 
5°C. 15^0l^^ttf^, *?$L10 X dye mix loading bu 
ffer(0.2%(w/v)bromophenol blue/10 mM EDTA/5(»;(v/v) 
slyceroDitatX-^yr/ULt:, ■^yTfU^rmPS buff 
erti X r/d. 6%(v/v) formal dehydeSr•i•^filZ(w/v) T;<f D 
-X:>-VWcrai!j»»L^C^. lO x SSCd x SSC; 0.15 
M NaCl/0.015M ^X-^W^i-y- V^Mra 7. 0) ) * fi^-^ 
D y 7"^ y (DUPONTttK) iZ^W- L , $ io {CFuna-UV- 
Linker(7:^a>'^tM)S:fflV^UV,^^^J: ORNA^HSL 
fv!. C:<7)^RNA*<iltS-Cj)I.C:i$:Xf-v*'>AyoV>f 

[00 3 51 3) 7>^Ar9'f-?-afcJ:t^>'Wry 

p] m^m^m^x^-^^y^jy^-if-i^ayi'fT':, 

fc. o*'3.?<>'7'7>'S:hybridization buffer(50%(v/ 
v)foriiaDiide/5 x SSC/0.1Z(w/v)SDS/l x Denhardt's so 
lutuion/0.02 M U yg-^hMJ '^A/0.02%(w/v)denature 
d salion sperm DNA)4'"t'4rC, 2 BfH7°WN-f :/y ^ 
■^^-i^ayi'^-otzm. ["P] Sa;™ASr-ttfhybri 
dization bufferifC42X;. over nighfC^'W 7*1;^^ 

f^, ^yy^ySr Ix SSC/0.1%(w/v)SDStij:i;f0.1 x ss 

c/o.iZ(w/v)SDSTjiS^^a«^tit. -^-tom, 

7y&l^^$^^:•C-80"CT'X-ray film {a-i}^) iZ 

[00 36] 7. ^y>'N°i7«^^BgvStti7)a3S 
ConfluentO'^lfdfWWlt)^^ (24-multiwell plate) 
&3rC4^{i42'Ct— gl^f§lt§«f*, ^mmi [^H] -a 
mino acids mixture ( 1 juCi/mD^-i-tf lml<7)0.2%(w/ 
v)LAH/HEM/non A.A. t^t. 3TCX'2'^^ y^J^ 

K-y' sytfc. ^ y^jL^-iy 3 y^Tlk. tm^^ 

tztzh t-EJR L , 0. 2ml cry^m (w/v) IZk^Ml 4 "Cfov 
er nighfCScBL. 10.000 x %X'Wf'm&'L-'im.Lfz 
iJfcSt: 1 ml(7)10%(w/v)TCAT'3 WSt^ Ltz (mediumB 
W±mS(-)T'3lHia?*L, 10%(w/v)TCA 
SrO.SmiaanLWBmaUJtf*. 0.5mlOX^y-;l- : 
X-r^K3:l) mWX IWdmL. over nightfjaSSt 
f^(cellB^)-). MediumBt55-fc it^cellB^i: tKO.Snl 
CO0.5N Hm^zrmLtz'ik, SScSt«tt^lKftj^>'f-v- 
V3 y;!?'>y:J'-lCTS!lSL3t. 



[0 0 3 7] 8. ruX9^yyi^yEm.i,zm-h^ 

mttMaju-^v^^Rm-cii, MM? (TimzMtx. ftK 

«^t*ft-|.f^ffl^mT<:^ ct 3 ^i^TM^ Ltz. Pent 
landi:Needleinan(7):^rfe(Pentland. A. P. and Needlema 
n, P. (1986) J.Clin. Invest. 77, 246-251) {Cia!o 

0//l(3.125~200pg)tC [3H] PGE2^?S50/x 1(1.44 MBq) 

ainm.immQMit'ux.wm. A-cx-imm. 

iB$-fr^. tiiftk:tS^L^r36>o)tiSSic7) [^H] PGE^^de 
xtrant^a Lfecharcoal (0 . 0255; (w/v) dextran/0. 2 
5;?(w/v)charcoal/0.9%(w/v)NaCl))500x/UC®«?-«i-, 

4x:, i,6ooxg-c-i5^j-^a'i:^^si^, ±.mmu\(nms 
^ifmi^y^v->'Byi!i^y'^-{k\<Asi lsc-ioo 

0, LSC-3500)t-ai^L^v!. 

[003819. mwm<r>msi^mm<nm^ 

tiZim-th^-^y^^mm^h^. ^zx. mmmmcoim 
<,zm-iyiiV'^y<r>rFmimiLfz. mmmfmcrim 

^{i. Ahmed A> (Ahmed, S. A, Gogal, R. M. and Walsh, 
J. E.J. Immunol. Methods. (1994) 170. 211-224)0 

;^rffi(alaiiiar Blue assay) (C J: cell counting kit([)OJ 

iNDOig)^fflv^, mH<Dmi^ijmiz^^xm^uz. -r 

^h-ty. ^'9-^mimm^9(rVKU platefcffifl^lXl 

0« cells/mlTlSaL, 5% C02-95% air^fflT, yrCX' 

2mmim&, mi^m^m{y/y)m/dmwzxmL. 

48^TOCalamar Blue|^$:Jn;l, 4^^%feS570nm 

xmm^m&Lti. 
[00391 m^mi5Xif^m 

1 . ^•f^mmm^axvmmsi.-^cD'? h u ••/ i'x 

m<r)yy7t(y^ vm (5-T^^/pyhV^>'. i^yy 

■t^y) . frir}<V^i^^yfV^yhiiV(rr)<V^ 
>- y hVf - y) tCOV ^TproMMP-2(-t'7f-t-— fe'A) MMZ 

Rm^m^m^Ltz mi) . ProMMP-2{±. mmm 
mii5\^xmmLT^zm^^ixh^imhtix\.'^h %><r> 

X'h 0 , -*proMMP-9{i-^ y^-D-f^Jryi -^KS^ 

hhcoxhl> lllcoi/->-l(i3yhP-;K wy 
2Ji0.64%DMS0 . U-y3{iIL-la(l ng/ml) . U-V 
4{iIL-la+0.64%DMS0 , l^-y 5fcJ:tA'6{iIL-la + 

5-T^f-;pytv-f>'(32fcJ:y^64;uM). v-yini: 
x/ami-ia+^yyi'i-yidz tiXi/MuVO. v-y 

9^i.Xf \ OmL-la+yhVf->-(32 i>J:y64//M), 

v-y\\\ir^^^^VyKiuy{). \^-y\2iim 

1 3{±IL-la + >'^^>'-tf-y(32 feJ:tA'64x<M). U-y 
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1 4 it/ 1 5 {iiL-i a +b-f^ h^i^iS^yyui-yo 

< m\ htz. ^t-X'hy h'ui-ycoi^mii^x'h o . 
'^t^ixhf^^^^vyn'tfitmmmx'h'ifz. - 

[ 0 0 4 0 ] § ^> tc, ^^^t^'^mm'.zii^.^x t nm\,z 

m^Ltz (02) . 02^O^-yl{43>'^^-;^, V 
-y2{i:0.64!a)MS0 . U-y 3{iIL-la (1 ng/ml) . U 
-y4{±IL-la+0.64%DMS0 , l/-y 5feJ:V6{4IL-l 

fcj:t^8{±IL-la+:J'yi^Vf-y(32 feJ:t/^64/iM). W 

-ygiJitXl 0(4IL-la + /fcV^y(32 fcj;t/^64A( 
M). l^-yi 1 (iT^-9-^:?yy {2x^M). U-yi2i5 
3mi-la-i'y'^y-t^y(32 isXX/MuVO. u 
~yl4iiXl/l 5mi-la+frT^ h^v-^'y^yi^f- 
y(32 i3a;lX64xiM). l/-yi6fc<J;t/^17mL-la + 
6-T^h^v-yb'Uf-y(32 i3J:t/f64/zM)Sr^-f. 02 

ts^-f^atrJ'yyvf-y. y^i^i-ymx/i^^-ti- 

yi,zMtX5-f^ -f-ii-y tV^y*^'aiKtS#W^proMMP 

[0041] Ztil^<^^mtX'l,i. tVf- 
yae-T;^ h=3fi'y t'l'f-yfitg^tfjc^a^i; fCffffi 

i^wm^it. Mmtmmwm-t^^ti3^x'^^j:\'^ 

[0 04 2] 2. "^-t^MIBitilfflSaOproMMP^lC^t 

•thyt']yi-ya)i^m ('^xx^J'yT'n.y bft, 03) 

03tCi}V>T, U'-yi{40.2S;DMSO. ^-y2<43yh 
a-;^. i'-y3~5<4yb'Uf-y (-eit-fix. 16. K 

fcJ:tf64;uM), L— yejilL-lad ng/ml) +0.2%DMS 
0, U-y7lill-la^ y8~l 2(4IL-la+yt' 
U^y (^il^tL.A . 8 . 16, 32feJ:l^64AtM)t5<kt; 
U-yi 3{4IL-la+T^-9-;<:5'Vy (2;uM)SrS-r. 
>'N'^-;PA{4proMMPs-2 i3j:{/-9, >'N*^-/PB«proMMP-l/ 
3 >'N'^V!/Ci4proMMP-3/>?. hDA5-f i^y 

HC^ttSi<^TS)S, 03tCS^-tck5t, yhV^y 

ii^^mmmmmz}i\,^xii-iai,zx mmuzpr 

oMMP-9, proMMP-1 (7'^3 9y:^— fc:)fccJ:t/proMMP-3 
(roXbDi.7'f i^y l)a4?riilSfic#W (4~64m 

M) trndtfe. 

[ 0 0 4 3 ] 3 . 'y^^mmm-^mmcofmncmpizts 

iS't/tV^yto^^ (04) 



^zt3Xii:'rm^miUz. 04tfcv^T, iEttacAMP 

bVf-y (-efl-ftl, 3.2 . 37i5lX/m juM). fcit/ 

5{i:ruX^':/7y>''y EKI ng/ml)$:^-r. H4tC:^ 

-r«t3{c. '>-t=>fTO«:#«tytv^y&^DLio 

:a-m<0«|*IcAMPS-a!l^-r.S)i:KgS(32*tM<)lCi>l,'> 

ifimfm^imLxtmmTT-m.i^9 y — t'^es 

tcW^-ri. Z. t {j7T^LX\^h . -SlccAMPfiMMPM^tc: 

nLxnmmz^m-th^tifi'si^fixii'o . i^tti 

J fc.V^yc7)proMMsS^$l|f^ffl*iWl*lcAMPtiJpf^ffl 
[ 0 0 4 4 1 UJitC* tJt i d tcy tV^y 2:14 1» t 

jmrn^zmi-fh^htmrn^tz. mmmm^^k 

?SS3i:t>^«tcMi5-:>Tij'3. ±si(^yyn(y-( H»4^ 

[ 0 0 4 5 ] 4 . ^■^^ism!mm<^romm^i,zM 
■rs/hVf-y(7>f^ffl (y-ifyro-yhfe, 05) 

0 5 ts^f i p tc, y fcV^yJiJJffigSftffWlCproM 
MP-l*3j:tJfproMMP-3 uRNA (O^^imt. ^cf^^iZ 
fcftS y b'l^^ytc: J; y>'N-7®^^-{4'?-ii-r 

<I<?)yb'W^y<7)HMP *^»Jf^ffl{4, Rl«5 

mmbmfi-&mm'Wimizi5\,^xi>nmizwm^ti 

fz. 

[0046] 5. (3H]r5yirji^coiRoaA (0 

6) 

06 c^-t J: 3 tc, y h'u^yiim^m<mm'\cr)m) 
7^/wm^miiiMzx f)miuzi'y^'<m±'^ 
mzntrmmm^yr^Lfzifi. ii-iai,zxmkit:m 

mx'iiZ(7)mm\^i>iitA.t'm!ih>hii^£ti^':'fz, z<7) 

¥ll«4, ±iec7)^-C'^ t?"^ y bVf-yOproMMPS^ 

■5. HettJ, *. **i5j;r/***{4. -^-fi-fti, P< 
0.05. O.0lfcj:t^'0.00l X\ 3yho-;K^«i:** 

m-f)^h^zbimtx\^i. 
[0047] 6. ruxi^^^yyi^yEmsE-izntir^ 
m (07) 

07t*-tJ:3{C, yb'U^yii;MMP«4fP0J$:^-r?i 
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0.001 X\ :3yh\:3~iV<mmt^WMti^hmti^ 
LTfcO, ###{4, P<0.001 -c, lL-la!mmf&b 

[00481 7. mmmmm'^mm ma ) 

P <0. 01T\ 3 y h a-;K7)«i: ^SHA^'S) hZt?: 
S^LTfeO, ##fcJ:t^###f4, P<0.01t5j:t^0.00 

^yif^X'hh i i: SrSUTV>S . 
[0049] 

[fgBJc^^] yyif^J^\' imm-th i fc J: 0 . 7 
iW^^hZkt^X-th. Vt->X. 77^/^ KSriS-^ 



[lll]^l{4. '^^f^Ml^^rtM«c7)proMMP-2^3J:l^ 
[02] I12{4, W^Sif®C'i'ae)S<^proMM>-2feJ:t/ 

[03] 03(4, '>-f^mBmmmmcopromm±izi5 

[04]04{i. '>-9-=3f5ll®i®:'i'ai)Si7)3', 5' -cyclic 
AMP S4t:fc<tirr/bVf-ycO^S5:^^f . 

[05] 0514, '^-y-dfglSirllilBliacOproMMP-lfcJ:!/ 
proMMP-30SS*t^NAk'<;l'fc:t> iJa^y h'Ui-y<7) 

[06]06{4, 'y-f^mmmmmc^mriymMi 

[07] 0714, >>-9-dfRB5JtBliffl]!a<7)PGE2«ifc:fej: 
[08]08J4, IL-la, yt'U^y, -fyH^:?j/'>' 



[011 



[021 




- pniMMP-9 

- proMMP-2 

1 2 3 4 S .6 7 e 9 to II 
[B] ^■■■^^^^■^■^^H^ proMMP-8 

I 2 3 4 12 13 M IS 13 17 11 



[Al 




pioMMP-e 
piDMMP-2 



preMMP-9 
piDMMP-2 



1 2 3 4 12 13 14 IS 13 17 



[03] 



[114] 




proMMP-9 
proMMP-2 



1 2 3 4 S 8 7 8 9 ID 11 12 13 



[B] ^ - <- proMMP-1 

1 2 3 4 5 6 7 8 9 10 t1 12 13 



[C] ^ proMMP-3 

1 2 3 4 5 6 7 6 9 10 11 12 13 
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Defective images within this document are accurate representations of the orieir 
documents submitted by the applicant. ' 

Defects in the images include but are not limited to the items checked: 



(j BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

I^REFERENCE(S) OREXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 



IMAGES ARE BEST XvAILAJBLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 




